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P (57) xti: igM©«m=aLt=pH««fc<fctftt»«f=fci*T, igM©ffisa*£iui*-r*»ft4: lt. 
s «***i*Lfcisjii. ^i>Bm««36««a3t**K*i=«i*j-r* = t*jiiiiLfco 
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m m m 

[oooi] *mmi*s ?>/<?m$:i&mx*$;mkirz>jjW:Kmirz> 0 

[0002] ^<<Dm^W}<^<D^m^riyV>iat, 5lSig<£>M&o7^^IgG, IgA. IgM, IgD 

^mm^^m^x\^^ 0 z.fhbco?^(D^x\ igMumt^^y^r^w 
(D^Jlo%^ t ^J>6Tv^^ 0 igMte, mm^m^w^mmm^cm, & 
% v n nmm^m \mvxm^n^m^(D ^&5rx&>% 0 

[0003] thlgMfi. It^ 5*#«jt^^bTV ^ 0 IgM(Z)5*#:#5t^«j^i-§50(Z)^ 

Proc.Natl.Acad.Sci.U.S.A, (1984)81:6851)^^^^^ m^>W}^}U<D^W 
tt$:^i!Mi$(complementarity determining regions;CDR)^rth-i'^y^n^y^^#te 
UfctHkfe ! Lf*%^^^§(##f^ilfc2/ / Nature (1986)321:521) „ 

[0005] mmK, ttmmmMz.m^x?m-tz>t, ^cmo\iY^^mt-xh^vy^> 

(Rituxan:IDEC|±)^^LHER2/neuth^fei#:-efc§yN— 



WO 2005/035573 



2 



PCT/JP2004/014919 



mgM(D^^??-mmt^x#ifoik^mf&m mrnvt cot, adcc^«ib 
tf^^jmmm^xM^^t^n^o v^±^<Dt^^ igMmgGtm^^mi^ 

[0006] ^c, IgMte, lgGlZ.lfr<Xm#)X7f^mXfo<9, -£tiMMM&i&^^tfrh, IgMcD 

mm&&^fetemm&i¥mir%-bfemMx&% 0 m%.&, opotherapy, 2001, 

3(3), 233-242 (##fF^5) }3\ IgM<O-20t:^*#^V^T^>^«?Nr^^:IgM<D^3b^S^o 

^k^itFtt^^^b^i-V^^^fB^^tLTV^o Arch. Pathol. Lab. 
Med., 1999, 123, 119-125 (##fF3Ciftf) fcfS, thlhfif T«l|l£tV5 
cryoprecipitationfc^V ^ftffi^W^^^©?^, ^(D^W^ib^ 
3M££C3Type I cryoglobulin}^ ^^gMT^^/S^^T^ #^IgM 

^ismD R p^«^A,if^^tt^^:i-?»/c^^, 4°cH^&x^m^-^mmm 

[0007] ^rT\ {S?atci*5V l&fifc&Mft&ltZim* ©tfcW3fc&*vCV >5„ 0U*.tf, 
Immunochemistry, 1978, 15, 171-187 (##fFJtS^3) icaaV^Ttt, IgMO-lSj&^t;^ 

tt\ i£?U, ffi^g^^C^-rC pH5— pHlOOftHrtT^BjattJRdSjB^sr 

V^THIjgi-^rir^Br^fe^r^^^^ttTV^o L,a>UfcflS£>, — J&ttfctfMfcH: 
^V>pHTMT5KSJ^^^b, m^pHX^^^^m^M<, PH5- 
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[0008] Jounal of Biological Chemistry, 1997, 252(22), 8002-8006 (##f^Jcfi^4) Id 

JR©&;£ftfclHraSl!:H\ :&J;^500mM^_L<D;Sg}§S#fS, i^S^^n^^fe 
[0009] WO 91/18106 (#f^mi) fC&VvCtt:, IgM^^LTV >5SNKflEt<S:&*. 

[0010] #fp;£j6fcl: WO 91/18106 

##fr^Cii*U :Proc.Natl.Acad.Sci.U.S.A, (1984)81:6851 
##fF^CS^2: Nature (1986)321:521 
##fF^C^3:Immunochemistry, 1978, 15, 171-187 
##fF^Cfi^4: Jounal of Biological Chemistry, 1997, 252(22), 8002-8006 
##fF3tifc5:Cytotherapy, 2001, 3(3), 233-242 
##fF3Citfc6:Arch. Pathol. Lab. Med., 1999, 123, 119-125 

coon] ^mrnfe. z<D£5&m&\zMfrxte£tiiti>(D"i*3b*). ^<d @ m^, i&nKxmm 
[0012] ^mmm-z. ±Mwm^mwr^<<. \m^m^m\j-^Hmm^x.xfmmm^ 
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tLTv^pH5-8of5H-e, pHmmmoi^tvx. ^^mmmmmmi^^ 
[0013] gp^, «§Bjm, ^^w^i&ux^m^ir^m^mu j^mxja, rmm 

(2) ^^^^ao^^b^iSStfcjRcDWi^Jl^Sto-CfcS, (l)^IE*cD^fe 0 

(3) ^^^«^ig M -efe§, (l)^fB«c<D^ 0 

mm^mmmm 

coon] [Eii]®^ (Dms^igM(D'is?a(4T:) \z.&tfz&mmzttTz>?=z->m&ffiWi<Dm 

[02]lOmg/mL IgM(Di£S.(l,4,7°C) \Z.&ifZ&mmztt1rZ?^>'m®ffiWi<DBm 
[03]lOmg/mL IgM<D{gfi (4°C) ^43TO^^tt^*f«^^>-^^(Dj^#^ 
[MlOmg/mL IgMOiSfS (4°C) ^*5it§^^tti-^fi-^^^^M««^^#^ 

[0015] ^BJ^^Tr^/^fCj^ T^/^l^li^^^-K^^iD^LTi^ 
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[0016] \z.3otfz#>s<?mtL,x^ w&mz.&-£iA \ ^-c ri g Mj t 

bfc^oT, »m&3&<DPsmmmzj)\\x.x, igGmte<D*mffi&$> 
cDR&^ir~tftx%z> 0 j&*5*5swm*5»t«igMtt, ^mmmmmz.mK^fitc^ 

[0017] ^M©IgM^«^5S^««dSft3f5^5»«I»l^$tw5;VN„ o£ 

[0018] «§W^J;;ftte\ ii|*S©^^^ff©ffimtfcjRSr«iffi!l*r5^2:^-C#«„ ~-er 

10mg/mL.£A_L, 20mg/mL^_b, 25mg/mL£*_h) £lc9fci-3 0 

— 100mM-efc9, $e>f^*b<r±10— 50mM-Cab5o *5IMiC*3tt5r^3£>fbJi:tt, 

[0019] ^^sa&afco^j&rbw:, ^€<D^\zx^^i&uttmmummm^ 
xmmirz>z.btfx%z> 0 
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[0020] *zm<om&n, ^>^n^^i~^m^^mmnrm^mMi,x^hi o c 
mir%mm<DpH^ ^ly^n^^mm-mi^tcpHbir^bh^mxh'o, 

[0021] ^0J»|S^p B p^J^J?#^#^^«^<, &M<vMMb-tZ>z.btf*smx»&> 

mmmtvxn, ^wf^mm. mu^mm. w^mm^t^m^hn^ 0 *&t* 

bmx%% 0 

[0022] #3£K<D#£c^J;9 % ^tebfclgMte, Zti&ft&W.mB&K18Li3-1rZ>EkM^ 

^(Dmm^m^m^x<ommitvtcmmbi,x^ir^bhx^ 0 m%.&. 

, wm^^m-km^ wutm. mmm. wm^'\±M, &mm. -<t^/K p^m^ 
^bmmK^^x.-mim^hti±mmmmKm^ti^mt.mmnmx 
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[0023] mm^fc^mmmmm^mmmmm^x^^^/^m^^xmrn^mmm 
/v=x-/u^¥^>mwm^mit. mmmmmtLxm^w r^-svtvx 

[0024] tttt«L-Cte=^$K ^cStt^fctf ibtu ^«#£l^J£LT^S#li^vvK 

[0025] mm&mmfe. MMmm, m.mv>*m. mm^^m^u^M^mm.-r^t^x 

t^o ^lHl^oirft:mikgfefc«90.0001mg^^lOOOmg(Df5H^M^^^Br 
fg-e$)§ 0 &3V^, a#fcfc<90.001 — lOOOOOmg/bodyOtSH-e^*^ 

t<Dm, *^i©MHf©ll!iiLt{i, WO2002/096457£. #^<£>^i: 

o 

te&*mmwiz&\^x$\m£fLf^x(Dftft&mjcm^ mmti^x^mmm^ 
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V^sWMt&m. : 20mM sodium citrate, 300mM NaCl, pH5.5 i^^yWBMW) 
WW^kMW : 20mM sodium acetate, 300mM NaCl, pH5.5 (Bfc&J&W^O 

[0027] Din] 



MABON-01 






50 mg/ml 


AS 


cs 


33 mg/ml 


A4 


C4 


25 mg/ml 


A3 


C3 


17 mg/ml 


A2 


C2 


8 mg/ml 


Al 


CI 



[0028] ^&»»^^4°C-e##b/>^#(D N ^<D#^^|Hl^^i- 0 A4RXfA5<DmM 
%.<DMABON-01(DffimMWWiWWl~?W h^i&Uttm. (cryoprecipitation) JLfb 

[0029] [H»!J2] 

*t)20mg/mL<Z)MABON-01O20mM sodium acetate, 300mM NaCl, pH6.0i#rfe^ 
M.XMM\^. StffSlEasySep (TOMY)^ffiV^-C20mM sodium citrate, 300mM NaCl, 
pH5.5 ^fc»20mM sodium acetate, 300mM NaCl, pH6.0 (gr^ 

mmm)iz.M^x4°cxm$ru mmmmm&ftoti 0 mmcm^tc^ zwetw 

buffer-C#|Rbl0mg/mL^lK^MMbfc o Z.tlb<Df&fc&^ 0.5mLOPCR^— 

2&»u rc, 4°c. i°c-c26 b m&ftvxi&nt£m<n^f$&Bniz£V)mmisti 0 m 

^»^#^h^c±tit^(DMABC^^^ 

PJ^b/to f/VZMpn^ysf^j— UJJ^tVX, G4000SWxl (TOSOH)^V\ 
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50 mM sodium phosphate, 500 mM KC1, pH 7A<D^^^^W}^tVXtrotl 0 ff;V 
[0030] g UXit, MABON-01(Dg^^lt»^^^4 o C, &£X$lX:X'&tf£l,td&&\Z.& 

>mmmm^xummmmm^ ^it-<xttmm^^<, ^tw^v^ 

x(D^^mxh^t^mm^tifco 
[oo3i] mmm3i 

lt)20mg/mLCOMABON-01CO20mM sodium acetate, 300mM NaCl, pH6.0|§}$£r^ 
UXMM^ SffHEasySep (TOMY)^fflV>T20mM sodium citrate, 300mM NaCl, 
pH5.0, pH5.5, ^fcf* pH6.0 (f^^MWm), ^iU ; 20mM sodium acetate, 
300mM NaCl, pH5.0, pH5.5, 3cfcte pH6.0 m^MWm)^M^X4°CXM^r^ Wl 
fftlMtTofCo m^,\CMUzM. ^tL^tV^bufrer-C^blOmg/mL^^ 
Mbfc 0 ~frLh<DmW.%. 0.5mL<DPCR^— zf\Z.%^^ 4°C-C29 0 fig{£#LTi£ffi. 
#«<7)£j&£: @ SIK: J;9ffi|§&Ufc„ ji^Ptt£fTV ^#*b;ft7i_htjt ^»MABON-0im 

LT, G4000SWxl (TOSOH)^fflV\ 50 mM sodium phosphate, 500 mM KC1, pH 7.4 

(Dmm^m^t^xn^tco^sm^^b^^—fD^^-^mmtmM 
fc\?-?mm<v&mmm,nifcmmikxitmu mabon-oio^&j^tm* 

[0032] @ «^i§^(D#^-^g|3^^-r o ^M«»pH5.5, P H6. oxi&nttm^m 

mztifzuK ^n^<Dmmxtett:m^mbbbtit?:fa<>fc 0 



WO 2005/035573 



10 



PCT/JP2004/014919 



[0033] m^miw^^^vGuz\z.n^um^.miYUW-(Di^m 
i . i tttf^y^>mM3\ih#LfcHMmte^(Dmm 

tfZ/?V^yYGMZ\Ofe^%\iYttW.(DHm&^~ Ki^M^te, Epstein-Barr 
^/V^-e^Kfe^tLfcthBlSa^ (J^T, ^#V^Wv-KGM3th^f«giB« 
i:^fB-r§) i^^mbfcTotal RNA^ffil^T, RT-PCRS;^J;oTiii|>SUc: 0 

Total RNAfi, RNeasy Plant Mini Kits (QIAGEN|±M) ^fflV^l X 10 7 M&<Dtfijf 

^v^FGMzthttfcmmBmj&xvm mbfc c Hoonib^fg^L-ci ^£rD*7v^y 

^-^KGM3th^C#:itfs^(Di^^gB^J (Cancer Research 1993;53:5244-5250) &d3£ 
<5V>T, 2^(D^-y=fp<^U^-^K(LMH-f3, LMH-r3) ^|£ff Lfc 0 LMH-f3(@E^lJ# 
7) LMH-r3 (BE^g^: 8) UT^^^foX^fo^K&m 

L-fc 0 1 ix gfDTotal RNA^fgfflLT, SMART RACE cDNA Amplification Kit( 

clontechi±m) ^m^^^mnt^Mmm^m^xm^mn^m^t'o 5' 

iti|iS«^^-y^^W^KLMH-f3SrfflV ^7C 0 »^HJ^{i42 o C-eiB#^30^F^ 

pcrsj^^(50/z D^m^mt-^-ro 

5 /z LCD 10 X Advantage 2 PCR Buffer, 
5 fx L<Z)10 X Universal Primer A Mix, 
0.2mM dNTPs (dATP, dGTP, dCTP, dTTP) , 
1 ix LCD Advantage 2 Polymerase Mix, 

(U±<V&ftm ^-ftL^CLONTECH|±M) 

2.5 vLtDmm^ECj&mm, 

10pmole<Z)^^c^-y^^^^-^-KLMH-f3^/c^LMH-r3 
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94°C/5#Pf^ 72 < C/3#ra<Z>iM:JWSr5|Hl 

94°C/5#Pb1 n 68°C/10#^, 72°C/3^P^lM^/t^25[HlK1t 
^ ^KJ^»^72r ^^MUto 
[0034] PCRj^teQIAquick Gel Extraction Kit (QIAGEN|±M) IrfflV^t, T^fn— ^^/k 
^ibfiMLfciL pGEM-T Easy-<^^-(PromegattM)--^ti-^^Lfc 0 i^SS 

Sadi (SrgmtM) ^mibbT#^tL^^i.ikbp(Difit, :&J^3'^«jjfrfic^£- 

frizm.ikbp&mft&m&i^ P Biuescri P t ks+-<^— (MmM±m^?v— 
[0035] mmmmm^m^f—^v—^i/jfirzfM^ ^-m^rv^^^v 

LMH-fxho, LMH-rsal&m^^X^^M&Mfc^Wrft&^^tlo LMH-feho (IE?'J# 
^r: 11) «Bfr^°9^-^^V^y^^KGM3th^^H^*^^-05'^t^N-r 

LMH-rsal(@B^J#-^: 12) ^^V^y^i/KGM3th^L#:H^jtf5 

PCR^^(50 ix L)(DU^m^ir o 
5/zL(D10XPCR Buffer, 
ImM MgSO , 

4 

0.2mM dNTPs (dATP, dGTP, dCTP, dTTP) . 
l^--vyhCODNA^y^7^-ifKOD-Plus- 

10ng(D^^^V^y^iyKGM3th^i#:H^itf^^-^tPpBluescript KS + 
lOpmole^-^^^-y^^^^-^-KLMH-fxho, LMH-rsal 
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94°C/15#^> 60°C/30#^. 68 o C/2ftm<D^?/V$:30\B\5Lm. 

[oo36] mm^mi^mm-i, mmmmxhoi mmm±m) ^xmmmmsaii (smit 

\±%)^mitW^m^ QIAquick PCR Purification Kit(QIAGENf±BD ^^^XW% 
U P UCAG<Df|ilJP£^XhoI$|${i^^U ^n— ^PUto pUCAGte, 
pCXN(Niwa^>. Gene 1991 ; 108: 193-200) ^M^^BamHlXmitL-X^btl^) 

2.6kbpoiffK-^puci9-<^^— (MmM±M) (DmmmmBamHmm^M^u 

— ~^sf\Jz^9$— X&% 0 ^^Lfc^°7^^K^pUCAG/L612H^^Lfc 0 ^^7 

^^K^^*^^v^y^^KGM3th^#:H^(D^ie^j^oj:^T^y^ia^j^ 

[0037] 1.2 ^#V^W^KGM3th^#:LM^<D«^ 

^V^y^>KGM3th^#:(DL^3-Ki-§«f5^«^V^y^>KGM3th 
^{*3i§^BM£9f4ffiLfcTotal RNA^fflV^ RT-PCR?i^J:oT±ii|iSLfc 0 
Total RNAte, JnfB^|ll#^bT^V^y^^KGM3th^L#:^iaB|0JiSJ:«9ttt±]b 
fc 0 Hoonib^^bTV ^^V^y^-^KGM3t:h^7L#:jtfH^(D^^ga^J (Cancer 
Research 1993;53:5244-5250) ^S^VT, 2^0^-y=f^l/^-^K(LML-fl. 
LML-rl) Sr^frbfco LML-fl (IS^J#^-: 9) LML-rl (ga?lj#^§-: 1 

0) ttT^^-fe^^f^-C^nW^LTto 

1 ix gCDTotal RNA^^ffiL-C, SMART RACE cDNA Amplification Kit ( 
CLONTECH*±§!0 SrfflV ^5'^MlJ < ^3'*MlJ^f ^X^fe^mft^mUZ* 5' 
^MlJite^-^itil'M^^^-y^^W^KLML-rl^ffl V \ 3'«HllJjt£H^*f 
*I^^^-y^^l/^KLML-fl^ V ^fc 0 ^^^JS^42°C^TR#r H l30^rBlS 

5 ju L(D 10 X Advantage 2 PCR Buffer, 
5 ix LCD 10 X Universal Primer A Mix, 
0.2mM dNTPs (dATP, dGTP, dCTP, dTTP) „ 
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1 L<D Advantage 2 Polymerase Mix 

(&.±<Df£#m ^tubCLONTECH*±M) 

1 OpmoleO-^^^-y ^^W^-^-KLML-fl ^TifiLML-r 1 

94°c/5#r H i, 7o°c/io#r^ i2°cn^(D^4^^mm%, 

94°C/5#Pb1, 68°C/10#P^ 72 0 C/3^P B 1(Di^-r^/V^25tlIS^ 
*m t-HJ^S#)^72 0 C-e7^^*Pf^b7^ 0 
[0038] PCRj^telQIAquick Gel Extraction Kit (QIAGEN|±M) ^ffl V vt\ T^fn— 

d>M*RUfc«L pGEM-T Easy^<^^— (Promega^tSl)^n— cn^LfCo *&^IB 
#l&j£tf>^ 5'^MlJit^^-^^^^-^IJPW^EcoRI (M3g|±S) ^ 

EcoRI (^fgit*±M) -e?^^bT#fe>^^j0.9kbp(Diff>t^^-b, ^fifc^y=Jr^l> 
^"^KLML-feco, LML-rnot^fflV^-C^^S<Dit'fK^-iff>T'^iii|>eb/c 0 LML-feco ( 
BE?U#-J§-: 13) «fff^77^-^^V^y^>KGM3t:h^:#:L^jt{s^»5'^ 
S^^y^XU a>oEcoRlW&Bim§&Iffi^ 

^ £fcLML-rnot(IB^J#-5§-: 14) tt«^9>T^— ^^^y^-VKGM3fcHS:fr 
Litfe^(D3'*ffi(c/^yWL, NotIffiiJIS#9(lt83»Ba^lSr^oJ;5 (-^^ 

PCRSJS^«(50 L)(Z)M^^t/^t 0 
5juLCD10XPCR Buffer, 
ImM MgSO „ 

4 

0.2mM dNTPs (dATP, dGTP, dCTP, dTTP) x 
lzL^yhODNAtf})^— t?KOD-Plus- 



WO 2005/035573 



14 



PCT/JP2004/014919 



10pmole(D^^^-y=f^^W^-^KLML-feco, LML-rnot 
94°C/15#5^ 60°C/30#P^ 68°C/2^5^1W 7^0HIS« 

[0039] i#IBUfc»^»f>i-H\ ftiJRR^^EcoRi (^gag^Ui) *3J; WRR^Noti (Si 

at^fcSD'C^kUfefttC QIAquick PCR Purification Kit (QIAGEN|±M) £rffl V ^T^t 
Mb, pCXNDSOffjIJPM^^EcoRI^o^U^Notl^DifMi^ig^b, ^n— ^^Uci 0 

jfc<9ir~- pCXND3<£>#ligcD»U£oV^~C i^Tt-^^o DHFR-A 
E-rvH-PMl-f (W092/19759#M) ©IfcffcHgBtte^'***— It^fe fc, 
^JPS^*EcoRI/SmaI^^m^U^^-ffl^^IlIit5lbfc^^ % 
EcoRI-Notl-BamHI adaptor (Sfilftl) Sr^n— c^^Ufco ^CD^^^pCHOI 

pCHOK^DHFRitf^^JaMi^pCXNCNiwafe, Gene 1991 ; 108: 193-200) (Dfljlj 

^ir^t^pCXNDS^^n— — ^j^b7c77^5K^pCXND3/L612L^#^bfc 

[0040] 1.3 fet^V^y^-iyKGM3t:h^t#:(D^fa^<^^— <D#|fg 

^#V^y^RGM3th^#:^-<^— ^miT^tzJsb fc, P UCAG/L612H^$lJ 
KBMfHindlll mmmtm XmitVXnbtl^m4:.0kbp(Dm}i^pCXNDZ/L612L 

[0041] i.4 et^^y^^M3fci^ffj«at^43j;tj%m^^— ©ank 

^V^y^>KGM3th^#:(DJ^^-K^Me^{i^V^y^KGM3th 
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Total ±|B^llI#fcUTt^^y^KGM3fc|^#^^»J^J:»JttWb 
fc 0 GenBank^^$ttTV>§th^i#:j^»^^(D^BB^J (GenBank#-^: 
M12759) fcg<5vvr, 2^(D^-y^^l/^K(J-fl, J-rl) SrKffU ^Ufc, J-fl 
(E#l##: 15) «ir^^"[B]-ethfeif*J^»fe^-Exon3(^N-r^y^VXb, J-rl ( 
SB^J#^: 16) «T^-fe^^fR]-eth^t#:j^it^^Exon4l^^^y^-rX-r§ 

o 

1 ju g^Total RNA^ffiL-C. SMART RACE cDNA Amplification Kit ( 

clontech*±$£> ^'^mMtvMmm^mvxmte^mK&mm^fco 5' 
^Mij*e^-oi#i|)g«^^-y^^w^Kj-ri^ v \ 3'^mMmi^(Dmm 

[0042] PCRKJ^^(50 ix L)(Dm^m^i- 0 
5 it LCD 10 X Advantage 2 PCR Buffer, 
5 ix LCD 10 X Universal Primer A Mix, 
0.2mM dNTPs (dATP, dGTP, dCTP, dTTP) „ 
1 ix LCD Advantage 2 Polymerase Mix 

(£l±<Df&ftm ^tLtCLONTECHttM) 

2.5 iiL(DWfe-w-m.mmm, 

1 OpmoleO^J^^-y m-r 1 

94 o C<D^MS^T30#R9 
94°C/5#F^. 72°C/35>^^)f--f^/V^5[HlSm 
94°C/5#Fb1, 70°C/10#f^ 72°C/3^F H 1^f-^/^5[HlM 
94°C/5#Fn1. 68°C/10#F^ 72°C/3ftm(D-y-4?^&25mi%m 

[0043] PCRj^teQIAquick Gel Extraction Kit (QIAGEN&M) ?rfflV^, T^f n— ^^/V 
J^fblifML/tfL pGEM-T Easy^^^-CPromega^hM)^^^-^^^ 
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J-feco(E?!l##: 17) UM^^^— ^%tftsWtt}?GMZ\i\ttmWM.tt 
co5'*ffil^^y^XU d^oEcoM»JK#3Rt83»Ba^I'5;bt5l!i3lfy^E^IS: 
*fcj-rxba(ga^lj#-^: 18) ^$^^y^KGM3fch 
^Lf*J^itfs^(D3'^^/^^y^VXL. XbaiffiOIS#*l8«IE^ISr^oJ:5 

[0044] PCR££j£?§$c(50 /i L)©M^l^f 0 
5/zL(D10XPCR Buffer, 
ImM MgSO , 

4 

0.2mM dNTPs (dATP, dGTP, dCTP, dTTP) , 
lrt^.yf©DNA#y^9— SKOD-Plus- 

3'^MlJjt^»f>T-, 

10pmole(D^^^-y=f^^W^-^-Kj-feco, J-rxba 

94°C/15#P^ 60°C/30#P^ 68 o C/2ftm(7)-y-4?/l'&30mfcm. 

te&tkM)-effi4£Ut%ki^ QIAquick PCR Purification Kit(QIAGENf±M) SrfflWC 

[0045] j$y<9fr<— pCOSII-Zeote, ±^(DpCHOI(DDHFR»fc^|iimifM££I^U 

pCOSII-Zeo/J chainiHifc&Ufco *^9^Kl^*^ifc^^y^KGM3fcHferi:#: 
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[0046] i.5 mwmm&m\^ctttf>w^>\?GM2thtt{k<Dmm 

CHOM (DG44«) &m^it&M&mM!l^<D{¥&mk<D£5 ^UTfrofCo 

Gene Pulserll (BioRad|±M) ^ffl V ^tc^l/?hvy$U—. ^a^jfefcJ^ifrfc^lAUfco 

GM3fcHfrift38^<^— pCXND3/L612IgM (25 n g) ^PBS^^^LTcCHOlHJJS (1 
x 10 7 m/ml)O0.75ml^^b^^)^7K±-ei0^^^L, ^^M-#Uc 
#^1.5kV, 25/z FDC0^if3:T^^/V^^^fc o 

[0047] ^a^rio^i^imMRQ^, ^u^h^u— i/Bi/mm$ntimf&&, ht 

supplement (invitrogenftM) ^lfg^S-^tPCHO-S-SFMIIi^ifi (lnvitrogen|±M) 
40mUCjB$$»U5:„ ^#(D^-e50ff ^JgffRSrf^KL, 96^/W#^ffl7V-M;i 

loo.ui/^m/v-e^^bfco co -iv^^— ^— (5%co )-e240#p^^^m, 

2 2 

Geneticin (Invitrogenf±S) £0.5mg/mUZ-&5 ^^nbT2M5Qi^Lfc 0 
Geneticin»tt£^««^ 

^C#:r^^?i.l0«^]II^:feAi:«L, ^#V^y^KGM3fch^#:^^M 
$cCA02, CA15. CA19, CA20. *5j;tFCA24^r#7i 0 

KGM3fch^f*3£^^— P CXND3/L612IgM (25 g) *Sj;TJ«jgg&^<:?*— 
pCOSII-Zeo/J chain (20 /z g) tPBSS^^bfcCHOJifflJI&U X 10 7 |BJ!&/ml) <D0.75ml 
^^b^(D^_h-ei0^ra^*|Jb, ^3L^M^Ufc&fcl.5kV, 25mFD(DW 

[0048] ^ta^Tio^ra^iamfliira^, ^l^bu^i — ■ >3^%m&titdmffa&, ht 

supplement (lnvitrogenf±M) ^lfg L ^tS"e^t?CHO-S-SFMIlJ:#Jfi (invitrogenttM) 

ra«©^fl&-e50ffiF^m^srfmb, m-ioo/* i/^/v-c 

^^LTCo CO -fV3r^<-^-(5%CO )X2mmmm&. 0.5mg/mUftS£> 

2 2 

Geneticin (Invitrogen|±$^) $3 itK).6mg/mL$|SCDZeocin (Invitrogen^tM) £^PL 
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T2M59*&HUt 0 Geneticin, ZeocinM^^irMM^^M^CO^ti^— frM^Z 
tltz?7^/V(D mm±M * <£>IgMft fco V ^X0^M 1 .6 (^i-mS^i&'CSiJ^Lfc 

GM3th^C#:^^Ja»tt(CJ15, CJ25 N CJ38, CJ45, CJ67)£#fc c 
[0049] 1.6 J##_h?f ^^IgM^iS(DSiJ^ 

*«_h}f 4 J <^IgM|iS(DS!J^^T<^J:5^ ; fto/Co Anti-Human IgM( 
BIOSORCE^hM) £l u g/mUCf^Xo ^Coating Buffer (0.1M NaHCO . 0.02%NaN 

3 

)-e#|RL, 96^m/VELISAffl^W— h^lOOju l/^^/V-e^P^L, 4 0 C-e24B#r^W±S 

3 

Rinse BufFer-e^^Lf'^^, 200 ^ L/^/KDDiluent BufFer^Px., 
-eiH#^^_hSi^^^ ^n^dr^bfCo Rinse Buffer&iLFDiluent Buffer^lM^ 

[0050] Rinse Buffer: 
PBS(-\ 

0.05% Tween20 
Diluent Buffer: 
50mM Tris N 
ImM MgCl „ 

2 

0.15M NaCU 
0.05% Tween20, 
0.02% NaN , 

3 

1% BSA 

[0051] ^(D^ Diluent Buffer^al^ ^^Wy#*_Ltft£l00 ix W^-^MtL, 

-^l^fflfcjfc^tlo Rinse Buffer-e^#-L7t#i31, Goat Anti-Human IgM, Alkaline 
Phosphatase conjugated (BIOSORCE|±M) ^Diluent Buffer^OOOfg^Jffirf^U 100 
n L/^m/V-CjjPx., ^^-ei0#^KJS^*/c o MHCRinse Buffer-egfc^L/cit KT 
;VW7*7S7t$— ifS«(SIGMA^±M)^PX., «3teStf Benchmark Plus( 
BioRad*±M) ^E^T, PJ^;K405nnu ^K*655nm<«^^$iJ5£Ut 0 IgM 
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M&feffiJf^V^r^GMSthtfifcffiMFa (Hoon^, Cancer Research 1993 ; 53 : 
5244-5250) b<Dtk%tX*Wmistl 0 

^«^V^y^>KGM3th^#:^^m^«^75cm 2 j##^^3rtT^ 
M^Jg 2xl0 5 cells/mL-ejg#b, i$#_h?t4 1 <^IgM^iS^_hfE(D^&-eSlJ^b^ 

[0052] [^2] 







MGng/L) 


m (mg/L) 


(pg/ce 1 1 /day) 




CA02 


24. 1 


36.9 


14. 1 




CA15 


11.8 


39.7 


4. 9 


CA19 


27.1 


62.3 


13.1 




CA20 


20.2 


35.4 


10.5 




CA24 


25.0 


41.5 


10.7 




CJ15 


29.4 


N. T. 


19.4 


*y 


CJ25 


24.4 


N. T. 


18. 1 


CJ38 


14.9 


N. T. 


12.4 




CJ45 


26.4 


N. T. 


18.7 




CJ67 


18.0 


N. T. 


12.8 



NT.: Not Tested 
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[4] ?>s<?m&^ir%mw<Dpm$5-8xh^ mMmiKmm<7)^m 0 
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[01] 

8 mg/ml 
17 mg/ml 
25 mg/ml 
33 mg/ml 
50 mg/ml 



[02] 

20 



tig 
G 

5 








Al 




CI 






-PS AC 


A2 




C2 






AC 


A3 




C3 








A4 


/ 


C4 




W > 




A5 




C5 


j*I8 




£36 



7°C 4°C 1°C 



7°C 4°C 1°C 
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